Movie S1. Ratiometric movie of W303-1A WT cells expressing yAT1.03. Cells were grown on 1% EtOH and pulsed with 100 mM glucose. Colour indicates the FRET ratio, shown by the calibration bar in the upper left.
. Baseline drift of the original AT1.03 sensor. W303-1A WT cells expressing yAT1.03 or yAT1.03 R122KR126K were grown with 1% EtOH as carbon source. Before the 2-deoxyglucose pulse, cells were incubated in 10 mM glucose for at least 1 hour. As reference, the yAT1.03 sensor was plotted as well for this condition. At t=0 minutes, glucose was added and the FRET responses were measured. Lines show mean responses, normalized to the 5 last frames before glucose addition, shades indicate SD. Figure S3 . Growth of W303-1A cells expressing either yAT1.03 or the empty vector pDRF1-GW. Cells were grown to midlog with 0.1% EtOH as substrate. Next, cells were washed and incubated for 10 minutes in 1x YNB containing no carbon source. Next, cells were transferred to 1x YNB containing either 10 mM galactose, 10 mM glucose or 0.1% EtOH and OD600 was measured. Dots depict the 10 log value of the OD, colours indicate the strain. Figure S4 . Response of W303-1A tps1Δ cells expressing yAT1.03 and yAT1.03 R122KR126K under severe perturbations. Cells were grown to midlog with 1% EtOH as a carbon source and pulsed with 5 mM of glucose at t=0 minutes to induce a glycolytic imbalanced state. Lines show mean responses, normalized to the baseline (before perturbation), shades indicate SD. Figure S5 . Determination of the optimal number of clusters. Three clusters were chosen based on the silhouette method, using the fviz_nbclust function in R. Figure S6 . Single-cell FRET trajectories of cells exposed to multiple glucose pulses. W303-1A cells expressing yA1.03 were grown on 1% EtOH and pulsed multiple times with increasing amounts of glucose. Every Figure S9 . Growth of W303-1A on 10 mM glucose or fructose. Cells were grown to midlog with 0.1% EtOH as substrate, washed and incubated for 10 minutes in 1x YNB containing no carbon source. Cells were subsequently transferred to 1x YNB containing either 10 mM glucose or 10 mM fructose and OD600 was measured. Dots depict the 10 log value of the OD, colours indicate the strain. 
